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Background: Schistosoma mansoni is widely distributed in sub-Saharan Africa with Biomphalaria pfeifferi being its most
widespread and important snail intermediate host. Few studies have examined the compatibility of field-derived B. pfeifferi
snails with S. mansoni miracidia derived from human hosts. We investigated compatibility (as defined by shedding of
cercariae following exposure to miracidia) of two isolates of S. mansoni from school children from Asao (western Kenya)
and Mwea (central Kenya) with B. pfeifferi collected directly from Asao stream or the Mwea rice fields.
Methods: We exposed snails from both regions to four different doses of miracidia (1, 5, 10 and 25) from sympatric or
allopatric S. mansoni, and maintained them in a shaded, screened out-of-doors rearing facility in Kisian, in western Kenya.
Both snail survival and the number of snails that became infected were monitored weekly. This was done for 25 weeks
post-exposure (PE). Those infected snails which survived beyond this period were monitored until they all died.
Results: Although overall survival of Mwea snails maintained in western Kenya was generally low, both sympatric and
allopatric combinations of parasites and snails exhibited high compatibility (approximately 50% at a dose of one
miracidium per snail), with an increase in infection rates as the miracidial dose was increased (P < 0.002). Schistosomes
were no more compatible with sympatric than allopatric snails, nor were snails less compatible with sympatric than
allopatric schistosomes. Snail mortality increased significantly with dose of miracidia (P < 0.05). Approximately 3% of
Asao snails exposed to a low dose of sympatric miracidia (1 or 5) continued to shed cercariae for as long as 58 weeks
post exposure.
Conclusions: There were no significant local adaptation effects for either schistosomes or snails. Also, the existence of
“super-survivor” snails is noteworthy for its implications for current control initiatives that mostly rely on mass drug
administration (MDA). Long-term shedders could provide an ongoing source of cercariae to initiate human infections
for many months, suggesting care is required in considering how human MDA treatments are timed. Future control
programs should incorporate means to eliminate infected snails to complement chemotherapy interventions in
controlling schistosomiasis.
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Schistosomiasis remains a major public health problem
in the tropical regions of the world, with over 90% of
the world’s 207 million cases of human schistosomiasis
occurring in sub-Saharan Africa [1]. Among the three
major schistosome species causing human schistosomiasis,
namely Schistosoma mansoni, S. haematobium and S.
japonicum, S. mansoni is the most widespread and
probably the most important from a public health
viewpoint [2,3]. S. mansoni has an obligate dependence on
freshwater planorbid snails of the genus Biomphalaria
for its transmission, with B. pfeifferi being the most
prominent species and most widespread inhabitant of
streams and other small water bodies across sub-Saharan
Africa [4,5]. Although by far the majority of the
world’s cases of S. mansoni occur in Africa, most of the
experimental work on the snail hosts of S. mansoni has
been done with B. glabrata, a snail restricted to the
Neotropics [6].
A key determinant of schistosomiasis transmission
success is compatibility of the local snail population to
schistosome infection. Compatibility here is defined as
the likelihood that exposure to a miracidium or miracidia
leads to a cercariae-producing infection. The greater the
compatibility, the more snail infections that result from a
given level of schistosome egg input into the habitat, the
more cercariae that are produced, resulting in increased
transmission [7,8]. In Kenya, B. pfeifferi is widely distributed,
including in the tributaries feeding Lake Victoria, canals in
major irrigation schemes in the Kano plains (Western
Kenya) or in the Mwea irrigation scheme in central Kenya;
it is also found in small impoundments and both seasonal
and perennial streams throughout the country, except in
the tropical lowland belt along the coast of Kenya [9].
Nonetheless, populations of this species and of the
schistosome it transmits can be widely separated by
regions of aridity in Kenya. As a consequence, it is
possible that S. mansoni exhibits a greater degree of
compatibility with its local B. pfeifferi population than
it does with other populations of the same species
further removed geographically. Theory predicts that
a parasite should be more adapted to sympatric than
to allopatric hosts, and that the superior adaptation of a
parasite to local hosts should be more pronounced when
the host has a discontinuous rather than continuous
distribution [10-13]. A number of factors, including high
rates of local extinction (such that co-evolutionary
associations do not have a chance to develop), high
rates of migration of host or parasite populations, or
time lags in response, may break down or obscure patterns
of local adaptation [12,14]. In Kenya, as assessed by
microsatellite analysis, S. mansoni from Mwea (central
Kenya) and Kisumu (western Kenya) is genetically diverse
[15,16]. In addition to being genetically diverse, S. mansonienjoys relatively rapid rates of migration owing to existence
of long-lived adult worms in mobile human hosts. By
comparison, B. pfeifferi is a strong self-fertilizer [17] and
its movement is relatively limited owing to its restriction
to aquatic habitats. Based on these considerations, S.
mansoni might be expected to exhibit strong local adap-
tation to B. pfeifferi, as manifested by shorter pre-patent
periods, higher compatibility, or higher levels of cercariae
production when exposed to sympatric as opposed to
allopatric snails. Conversely, B. pfeifferi might also be
predicted to exhibit local adaptation to schistosomes
and consequently show lower compatibility following
exposure to sympatric than allopatric schistosomes.
These topics have not been addressed in Africa with a
reciprocal cross design approach using field-derived snails
and parasites not subjected to the biases resulting
from prior laboratory propagation; this approach better
represents the conditions in natural transmission sites.
Mortality of snails exposed to S. mansoni is another
key aspect in transmission of schistosomiasis. Again
with respect to the issue of local adaptation, it has
been suggested that snails exposed to S. mansoni
from a sympatric source should have a higher survival
rate than when the snails are exposed to an allopatric
source of S. mansoni. This is because selection imposed
by local parasites is expected to favor host responses that
allow the host to survive and reproduce in the presence of
the local parasite, responses that may not be appropriate
for parasites from other locations [18].
It is important from the standpoint of transmission to
understand the factors dictating the duration of time that
an infected snail can survive and persist in producing
cercariae. Of particular interest with respect to survivorship
of wild snails exposed to wild S. mansoni is how
heterogeneous the survival rates of the exposed snails
are. For example, do many of the exposed snails die
before they reach patency and thus resemble female
mosquitoes that often perish before they can transmit
malaria? Do some snails show an extraordinary ability to
withstand the effects of infection and survive considerably
longer than other infected snails? Such snails could
potentially have a disproportionate effect on maintaining
transmission, especially in areas where the human popula-
tion is being regularly treated for schistosome infection,
treatments which, by diminishing egg input into the envir-
onment, would also have the effect of reducing the numbers
of new snail infections being initiated.
In this study, we investigated the compatibility of S.
mansoni and its intermediate host B. pfeifferi. Both
parasites and snails were taken straight from natural
habitats from two different localities in Kenya, separated
by 300 km. All snails were subsequently maintained in
western Kenya in a screened, shaded enclosure subject to
ambient temperature and light conditions.
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Experimental design
A reciprocal cross infection experiment was conducted
whereby snails from Mwea and Asao were exposed to
miracidia from either Mwea or Asao (2 homologous or
sympatric and 2 heterologous or allopatric combinations).
For each combination, 50 screened and trematode-negative
6-9 mm snails were exposed to infection. This was repeated
for doses of 1, 5, 10 or 25 miracidia. Two groups each of 50
snails, one from Asao and one from Mwea were not
exposed to the parasite and served as negative controls. In
total, 900 snails and 8200 miracidia were used.
Observations were made once a week over a period of
at least 25 weeks. Snails were counted, screened for
schistosome infection by the “shedding” method, and the
number of surviving snails recorded. All snails in groups
that had shedders surviving beyond 25 weeks of the
experiment were observed weekly until they died.
Parasite and snail sources
S. mansoni eggs were obtained from pooled faecal samples
from 5 school children aged 6–12 years from both Mukuo
primary school in Mwea, Kirinyanga County, central Kenya
(00° 40′ 54″S, 037° 20′ 36″E, altitude 1098 m), and Obuon
primary school in Asao, Nyakach area, Kisumu County,
western Kenya (00° 19′ 01″S, 035° 00′ 22″E, altitude
1171 m). In Asao, B. pfeifferi were collected from Asao
stream approximately 600 m from Obuon primary school.
In Mwea, the snails were collected from Mukou stream,
approximately 100 m from Mukou primary school.
Snail collection and maintenance
Snails were collected at random from a single continuous
stretch of each stream using scoops made from a stainless
steel sieve with a mesh size of 2 × 2 mm, supported on an
iron frame and mounted on a 1.5 m long wooden
handle. Snails were sorted out into species based on
shell characteristics, using standard taxonomic identifica-
tion keys [4,19]. Snails identified as B. pfeifferi were placed
individually in wells of 24-well plastic culture plates
containing 1 ml de-chlorinated water, and left on the
bench for 2 hrs in indirect sunlight to induce shedding of
cercariae. Snails measuring 6-9 mm in shell diameter that
did not shed any cercariae were transferred into aquaria
(50 snails per aquarium), and allowed to adapt for 5 days
before the experiment was started. Prior to exposure of
the snails, and subsequently, on a weekly basis during the
infection pre-patent period, all the snails were again
screened for field-acquired trematode infections. Any
snails that shed cercariae during this period were excluded
from the experiment and further analysis.
The snails were held in plastic aquaria measuring
45 cm long × 30 cm wide × 15 cm deep in out-door,
“semi-field” ambient conditions in a roofed, open-sided,screened structure on KEMRI grounds at the Center for
Global Health Research (CGHR), Kisian, Kisumu. Sterile
oyster shell crushed to an approximate size of 1 cm × 1 cm
covered the bottom of each aquarium. Plants and green
algae collected from Asao stream were also introduced into
each aquarium, each filled half-way with Asao stream water
mixed with dechlorinated tap water (1:1 ratio). Aeration
was provided by plastic tubing connected to an air pump.
The snails were fed on lightly boiled lettuce supplemented
with fish meal as a source of calcium and protein. The goal
was to promote more natural survivorship rates of snails by
using environmental conditions which were much closer to
what snails experience in the field. Water was changed in
the aquaria once every week. Temperature ranged from a
minimum average of 17°C at night to a maximum average
of 31°C during the day.
Faecal sample collection and recovery of S. mansoni eggs
and miracidia
Eggs from each locality were isolated by homogenizing
the pooled fecal sample using dechlorinated water,
followed by filtering through a series of nested sieves of
different pore sizes in descending order (710 μM,
425 μM, 212 μM, and 45 μM). Eggs retained by the
45 μM sieve were washed off and placed in a glass
conical flask that contained dechlorinated tap water.
Flasks were placed under indirect sunlight to allow
hatching. For ease of collecting miracidia, each flask
was covered with black polythene paper to the neck
level to allow collection of the positively phototrophic
miracidia in the flask’s neck. Miracidia were transferred
to a glass Petri dish and, with the aid of a dissecting
microscope, were collected using a pipette for exposure to
snails.
Ethical approval
Approval was obtained from KEMRI Ethics Review
Committee (ERC) and the UNM Institutional Review
Board (IRB) for all aspects of this project involving
human subjects. Children were selected for the study
because they are the most vulnerable to schistosomiasis,
contribute significantly to environment contamination
and parasite transmission, and are easily accessible from
their schools. Prior to recruitment, the study team met
with the village administration, schools administration,
and parents to explain the purpose of the study. The study
was explained in a language understandable by the local
residents. Participation was voluntary and participants
were allowed to withdraw at any time, without penalty.
Written and signed consent was sought from parents/
guardians, and assent from children above 12 years of age.
Involvement of human subjects in this project was limited
to provision of faecal samples. Any child found positive for S.
mansoni was offered standard treatment with praziquantel
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geohelminths (Ascaris, hookworm and Trichuris) were
offered treatment with albendazole (500 mg) by a trained
and qualified clinician. If other medical conditions were
detected or suspected, the participant was referred to the
nearest hospital for further medical care. To ensure
confidentiality, each participant was given a personal
identification number as an identifier, and all references to
information/data obtained from the participant was
referred to by this number. Consent forms, information
and data obtained from the study participants were
stored securely within KEMRI on password-protected
computers.
Statistical analyses
Data analysis was conducted using IBM SPSS version
21.0 statistical software. Descriptive statistics such as
proportions were used to summarize categorical variables
while measures of central tendency such as mean, standard
error, and range were used to summarize continuous
variables. Pearson’s Chi-square test and Fisher exact
test were used to test for the association between the
dependent variables (mortality and infection) and
independent variables (snail source, parasite source and
miracidia dose). Odds Ratio (OR) and 95% Confidence
Interval (CI) were used to estimate the strength of associ-
ation between independent variables and each of the
dependent variables. Survival rates were examined by
Kaplan–Meier survival analysis and survival curves were
compared using the log rank test. Cox Proportional
Hazards regression was used to determine factors
associated with mortality of snails during the 25 weeks
of follow-up. A p-value <0.05 was considered statistically
significant.
Results
Infection rates 4 and 5 weeks post exposure
Because we used field snails with unknown history,
we checked for the presence of pre-existing infections and
any snail that shed cercariae before the pre-patent period
was over was excluded from the study. As expected, none
of the snails in the unexposed negative control groups
became infected. At 4 weeks post exposure (PE) to S.
mansoni, sympatric combinations from Asao (Asao
snails-Asao parasite) had higher infection rates of
5.1% - 11.7% than the combination of Asao snails and
Mwea parasites, which had infection rates of 2.8% - 6.7%.
Most Mwea snails had not started shedding cercariae
by 4 weeks PE; only sympatric combinations (Mwea
snails–Mwea parasite) exposed to 1 or 5 miracidia had
shed, with infection rates of 2.9% and 18.6%, respectively.
Snails from all 16 snail-parasite combinations attained
their peak infection rates at 5 weeks PE (Figure 1); no
newly shedding snails were observed after 5 weeks PE.After 5 weeks there was a gradual but steady decrease of
shedders throughout the follow-up period. This decline
was due exclusively to mortality of infected snails, and
not to self-cures (cessation in shedding). Out of 464
snails that were still alive at 5 weeks PE, overall infection
stood at 61.0% (see Additional file 1: Table S1). Generally,
infection rates increased with increase in dose of miracidia
in the different combinations. Overall, relative to the one
miracidium dose infection rate (49.5%), the proportion
of snails infected at higher doses was significantly
higher: 5 miracidia (71.1%, OR = 2.51 [95% CI = 1.42 –
4.44]; p = 0.002); 10 miracidia (87.0%, OR = 6.84 [95%
CI = 3.15 – 14.88]; p < 0.001) and 25 miracidia (96.7%,
OR = 29.96 [95% CI = 8.85 – 101.37]; p < 0.001).
Snail mortality 5 and 10 weeks post exposure
Figure 1 shows mortality and infection rates of snails
from the two locations at 5 weeks post exposure (PE),
each exposed to allopatric or sympatric S. mansoni
(see also Additional file 2: Table S2). In general, for
those snails exposed to S. mansoni, mortality was
conspicuously higher for snails from Mwea than for snails
collected from Asao. It is noteworthy that survival of the
unexposed negative control snails from the 2 localities
was not significantly different (84% for Mwea snails versus
90% for Asao snails) at 5 weeks PE, and 74% for Mwea
and Asao snails at 10 weeks PE. This suggests that general
climatic conditions or physico-chemical properties of the
water experienced by the Mwea snails in Kisian were not
responsible for their reduced survival following exposure
to S. mansoni.
Overall mortality by 5 weeks PE was 48.4%. Including
all snails in an initial analysis, overall snail mortality as a
function of infection revealed a significant association.
Mortality among the negative control snails from
both Asao and Mwea was significantly lower (13.0%)
compared to snails exposed to 1 miracidium (52.5%),
(Adjusted OR = 0.12 [95% CI = 0.06 – 0.23]; p < 0.001). A
snail not exposed to any miracidia (negative control) was
88.0% less likely to die compared to one exposed to 1
miracidium. Relative to snails exposed to one miracidium,
there was no significant increase in mortality when
all snails exposed to 5, 10, and 25 miracidia were
considered together. However, relative to snails exposed
to one miracidium, the risk of mortality increased for
snails exposed to 10 miracidia (AOR = 1.45 [95% CI =
0.97 – 2.15]; p = 0.069) or to 25 miracidia (AOR = 1.08
[95% CI = 0.73 – 1.61]; p = 0.688).
To provide a view of the effect of infection on the snails
early during the patent period, mortality at 10 weeks PE
was also analyzed (see Additional file 3: Table S3 and
Figure 2). Overall mortality of all snails at 10 weeks
PE was 67%. Mortality among the negative control snails
from both Asao and Mwea was significantly lower (26.0%),
Figure 1 Mortality and infection rates of the four parasite-snail combinations exposed to different miracidia dose at 5 weeks post
exposure (PE). Mr =miracidia, Infection rate = Number of infected snails/Number of surviving snails at 5 weeks PE.
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snails exposed to 1 miracidium (64.5%), or to higher doses.
A snail not exposed to any miracidia (negative control)
was 81.0% less likely to die than one exposed to 1
miracidium. Relative to snails exposed to one miracidium,
there was no significant increase in mortality for the snails
exposed to 5 miracidia, regardless of the snail or miracidia
source (70.5%), (OR = 1.32 [95% CI = 0.85 – 0.2.05];
p < 0.200). However, there was a significant increase
in mortality for the snails exposed to 10 miracidia
(78.0%), (OR = 1.95 [95% CI = 1.22 – 3.11]; p < 0.003)Figure 2 Survival rate of the different snail–parasite combinations ator those exposed to 25 miracidia (75.0%), (OR = 1.70
[95% CI = 1.08 – 2.68]; p < 0.016).
Snail survival 25 weeks following exposure to miracidia
Survival of snails for the 25 weeks of follow-up was
highest among the two negative control groups from
Asao and Mwea (48% and 40% respectively). Asao snails
exposed to low miracidia doses (1 or 5) had a relatively
higher survival rate (>20%) compared to Mwea snails
which had all died by the end of follow up period
(Figure 3).10 weeks post exposure to different dose of miracidia.
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Asao snails exposed to homologous or heterologous S.
mansoni. Overall mean survival time was higher in Asao
snails, with those exposed to homologous S. mansoni
having mean survival of 12.06 [95% CI = 10.68 – 13.44]
weeks and those exposed to heterologous S. mansoni
having 12.68 [95% CI = 11.63 – 13.73] weeks. For Mwea
snails, survival period were 5.51 [95% CI = 4.83 – 6.81]
weeks and 4.70 [95% CI = 4.28 – 5.11] weeks for those
exposed to homologous and heterologous S. mansoni,
respectively. When viewing all snail-parasite combinations,
mean survival time decreased progressively with increase
in miracidia dose. Overall there was no marked difference
in mean survival times in relation to source of parasite
from the two locations (Mwea or Asao).
Comparison of survival curves by log rank test for
each snail-parasite combination and the 4 different
miracidia doses is shown in Figure 4. Except for the
Asao B. pfeifferi x Asao S. mansoni combination, all other
combinations showed significant differences (p < 0.05) in
survival curves for snails exposed to the 4 different
miracidia doses.
Factors associated with mortality among the snails during
25 weeks of follow-up
Cox proportional hazards regression was used to analyze
the risk factors for death among the snails (Table 2).
Adjusting for the source of snail, the dose of miracidia
was significantly associated with mortality of snails.Figure 3 Survival rate of the different snail–parasite combinations for
of miracidia.Compared to the group exposed to one miracidium,
unexposed controls were significantly less likely to die
(Adjusted HR = 0.26 [95% CI = 0.19 – 0.36]; p < 0.001). A
snail not exposed to miracidia was 74% less likely to die
compared to a snail exposed to one miracidium. Relative
to the group exposed to one miracidium, increased risk
of mortality was significantly associated with exposure to
10 miracidia (Adjusted HR = 1.52 [95% CI = 1.23 –
1.87]; p < 0.001) and 25 miracidia (Adjusted HR = 1.55
[95% CI = 1.26 – 1.80]; p < 0.001). A snail exposed to 10
miracidia or 25 miracidia was 1.52 times or 1.55 times, re-
spectively, more likely to die compared to one exposed
to one miracidium. Overall, Mwea as the source of
snails was significantly associated with increased inci-
dence of death compared to Asao (Adjusted HR =
2.86 [95% CI = 2.45 – 3.34]; p < 0.001).
At the end of the 25 weeks period of observation, a sig-
nificant proportion of the infected snails in some treatment
combinations were still alive. For Asao snails, except for
the heterologous group exposed to 25 miracidia which
had all died, the remaining seven groups had between
4% - 24% survivors. Given the epidemiological significance
of longevity of infected snails, observation was continued
to determine how long these snails would survive in our
outdoor aquaria. For the Asao homologous combination,
Figure 5 presents the number of shedders as a function of
time since first exposure. Note that for all dosage groups,
some infected snails survived for at least half a year. Among
those exposed to 25 miracidia, 1 out of 50 survived up tothe 25 weeks of follow-up post exposure to different dose
Table 1 Mean survival time for snails exposed to different
homologous or heterologous doses of S. mansoni during





Mwea B. pfeifferi x Mwea S. mansoni
1 miracidium 7.66 0.80 6.09 9.23
5 miracidia 6.18 0.80 4.61 7.75
10 miracidia 4.04 0.43 3.20 4.88
25 miracidia 4.14 0.55 3.05 5.23
Overall 5.51 0.35 4.83 6.18
Mwea B. pfeifferi x Asao S. mansoni
1 miracidium 5.10 0.58 3.96 6.24
5 miracidia 5.34 0.38 4.59 6.09
10 miracidia 3.94 0.26 3.43 4.45
25 miracidia 4.40 0.37 3.68 5.12
Overall 4.70 0.21 4.28 5.11
Asao B. pfeifferi x Mwea S. mansoni
1 miracidium 14.42 1.34 11.80 17.04
5 miracidia 13.52 0.88 11.80 15.24
10 miracidia 12.44 1.18 10.13 14.75
25 miracidia 10.30 0.69 8.95 11.65
Overall 12.68 0.54 11.63 13.73
Asao B. pfeifferi x Asao S. mansoni
1 miracidium 12.70 1.35 10.05 15.35
5 miracidia 14.18 1.26 11.71 16.65
10 miracidia 9.62 1.25 7.17 12.07
25 miracidia 10.98 1.49 8.06 13.90
Overall 12.06 0.70 10.68 13.44
Overall analysis
Negative control 18.34 0.86 16.65 20.03
1 miracidium 9.97 0.60 8.80 11.14
5 miracidium 9.81 0.53 8.78 10.84
10 miracidia 7.51 0.52 6.50 8.52
25 miracidia 7.46 0.50 6.48 8.43
1No. of snails per miracidia dose was 50; 2Mean snail survival (in weeks).
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survived up to week 28. Remarkably, for the lower dose
groups, 2 out of 50 snails exposed to 1 miracidia, and 1 out
of 50 snails exposed to 5 miracidia survived for 58 weeks,
shedding cercariae throughout the patent period. These
snails also grew to the relatively large size of 14 mm shell
diameter. All snails were 6-9 mm in shell diameter when
exposed so were already young adults at the time.
Discussion
Compared to other studies assessing the interactions
between B. pfeifferi and S. mansoni [18,20-26] this study isdistinctive in 1) focusing on snails and parasites of Kenyan
origin; 2) using snails taken straight from the field rather
than lab-reared snails for the experiments described; 3)
using S. mansoni miracidia derived from pooled samples
from infected school children rather than miracidia
derived from lab-adapted strains of S. mansoni maintained
in rodents; and 4) maintaining all snails in aquaria which
were held in a roofed shelter with open, screened
sides that permitted exposure of aquaria to natural light
fluctuations and ambient temperatures. Our overall goal
was to provide study conditions as close as possible to
conditions occurring in nearby natural habitats, even if it
meant sacrificing control over some variables such as
temperature. One of the costs of pursuing this approach is
that the snails collected from nature had only 5 days to
adapt to our rearing conditions before they were used in
experiments. Consequently, subsequent mortality in some
snail groups was higher than might be expected had the
snails we used been the progeny of lab-adapted snails.
Another cost is that the exact history of trematode
exposure (including schistosomes) of the snails we used,
prior to exposing them to schistosome miracidia in the
present experiment, is unknown. However, the presence
of pre-existing trematode infections in our snails was
determined both by screening the snails right after collec-
tion, and subsequently, by screening them on a weekly basis,
to detect infections not yet patent at the time we set up the
experiment. Through this process, only 0.5% shed field-
acquired trematode cercariae, and these were excluded from
the experiment. Consequently, these did not complicate our
experiments significantly. We note though that our use of
field-derived snails and schistosomes has the advantage of
minimizing the genetic bottlenecking effects that occur
quickly once both snails and schistosomes are brought into
domestication [27,28].
Our study used a reciprocal cross infection design
involving B. pfeifferi and S. mansoni derived from both
Asao and Mwea. Such a design has been advocated for
optimal detection of local adaptation effects [12]. This
design, coupled with the use of field-derived snails, offers
some logistical challenges. In our case, snails collected at
Mwea had to be brought to our snail-rearing facilities
in Kisian, western Kenya, a distance of approximately
300 km. Stresses involved in transport, exposure to a
different climatic regime and aquarium water in Kisian,
and isolation and exposure to infection are likely to have
contributed to the observed overall higher mortality of S.
mansoni-exposed snails from Mwea. In spite of these
problems, we nonetheless feel it is important to undertake
at least some compatibility experiments that mimic nature
more closely, in which schistosomes confront snails that
in many respects are complex holobionts, with gut floras
and complements of both external and internal symbionts,
that are bound to differ from those present in snails that
1Miracidium 5Miracidia 10Miracidia 25Miracidia
P<0.001 P=0.035
P=0.001 P=0.109
Figure 4 Kaplan-Meier survival curves for snails (B. pfeifferi) from Asao and Mwea exposed to different doses of homologous or
heterologous S. mansoni miracidia, during 25 weeks of follow-up PE.
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Also, although the exposure of snails to the variable
conditions experienced in our outdoor aquaria might
be questioned as something that would merely create
noise in our experimental system, once field-derived
snails adjusted to the outdoor aquaria, their survival
was in some cases remarkably long. We consequently
feel our approach is justified and worthy of consideration
as an alternative to the standard lab-based and more
controlled approach to study snail-schistosome interactions,
one that provides a much closer approximation to the
realities of natural schistosome transmission foci. A
further refinement would be to use water and plants
in rearing aquaria derived from the source area for snails
(as we did for snails from Asao) though this poses
obvious logistical problems when the snails are from
distant locations, such as for the snails from Mwea.Using the exposure of snails to one miracidium
per snail as a sensitive and widely used measure of
compatibility, we note that the infection rates we observed
in our snails ranged from 43 to 69%, with the two heterol-
ogous combinations of snails and parasites yielding slightly
lower infection rates than either homologous combinations.
Other studies using this host parasite system and similar
exposure doses have reported lower (32%) values [21],
similar (46.4-56.3%) values [24,18] or higher (80.8-87%)
values [23,18]. The highest value reported is of Senegalese
B. pfeifferi exposed to Senegalese S. mansoni, a unique
situation in which a major habitat change may have
favored rapid expansion of a genetically uniform and
susceptible population of B. pfeifferi [29].
As is similar with most other studies of exposure of snails
to increasing numbers of schistosome miracidia, infection
rates were observed to increase with dose, achieving 100%
Table 2 Analysis of factors associated with mortality of snails after 25 weeks of follow-up
Variables Bivariate analysis Multivariate analysis
HR¥ 95% CI€ P value Adjusted HR 95% CI P value
Lower Upper Lower Upper
Miracidia
Negative control 0.35 0.26 0.47 <0.001 0.26 0.19 0.36 <0.001
Miracidia 1 1.00 1.00
Miracidia 5 1.05 0.85 1.29 0.648 1.11 0.90 1.36 0.336
Miracidia 10 1.36 1.11 1.67 0.003 1.52 1.23 1.87 <0.001
Miracidia 25 1.41 1.15 1.73 0.001 1.55 1.26 1.90 <0.001
Snail source
Mwea BP 2.19 1.90 2.53 <0.001 2.86 2.45 3.34 <0.001
Asao BP 1.00 1.00
Parasite source
Mwea SM 0.98 0.85 1.12 0.737
Asao SM 1.00
¥Hazard Ratio; €95% Confidence Interval.
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snail or higher produced infection rates of 75-95%,
with no obvious tendency for homologous combinations to
yield higher infection rates than heterologous combinations.
Mortality also increased with miracidia dose. Mean
longevity was significantly longer for snails exposed to
1 miracidium (9.97 weeks) followed by those exposed
to 5 miracidia (9.81 weeks), with the lowest mean
longevity being for snails exposed to 25 miracidia
(7.46 weeks). Mwea and Asao parasites did not differ
obviously in their likelihood of causing snail death.
Increasing mortality with higher doses of miracidia is also
a commonly observed trend in studies of experimental
exposure of snails to schistosome infection, including the
B. pfeifferi-S. mansoni combination [21-24].
Our study of local adaptation was complicated by the
higher mortality rates exhibited by snails from Mwea,
but provided no overall statistical evidence to suggest
that sympatric combinations of snails and schistosomes
yielded either higher or lower infection rates than allopatric
combinations. Mwea snails and parasites had higher
infection rates at 1 and 5 miracidia/snail doses than
other combinations, and Asao snails and parasites had
higher infection rates at 10 and 25 miracidia/snail doses,
but the differences were not dramatic and heterologous
combinations also yielded high infection rates. There was
some suggestion that sympatric combinations had shorter
prepatent periods than allopatric combinations but
the effect was not strong. As noted, the sympatric
Asao combination produced a few infected snails capable
of long survival times, suggestive of local adaptation of the
parasite to the snail. With respect to snail mortality, there
was no convincing evidence that mortality rates were
either consistently lower or higher for sympatric thanfor allopatric combinations of snails and parasites. In
our system, as assessed primarily by infection rates
and snail mortality rates, local adaptation was not a
prominent feature for either schistosomes or snails.
Studies of local adaptation between Biomphalaria
snails and S. mansoni have yielded mixed results [12]. In
an extensive study of 8 Biomphalaria species and 34
different populations, exposed to 7 different isolates of S.
mansoni, Frandsen [26] concluded that local combinations
of hosts and parasites were often not the most compatible.
This was particularly true for species such as B. glabrata
or B. pfeifferi known for their broad susceptibility to S.
mansoni from a variety of origins. For other species of
Biomphalaria, such as B. alexandrina from Egypt or B.
glabrata from the West Indies, compatibility with local
isolates of S. mansoni was more pronounced. A more
recent study [14] of local adaptation involving B. glabrata
populations from the island of Guadeloupe and S.
mansoni circulating in each snail population found no
evidence for local adaptation in either snail or parasite.
This study was similar to ours in that it used both snails
and schistosomes derived from the field (the eggs came
from naturally infected Rattus rattus). For this study, the
distances between snail populations were much less than
for the two populations we studied. The authors noted
that the populations of snails and schistosomes they
studied were subject to frequent drastic fluctuations
and this may have prevented coevolutionary associations
from developing. They also found migration rates of snails
and parasites in their system to be similar which may also
have prevented local adaptations from developing.
Another more recent study in West Africa [18] using S.
mansoni from Benin and 3 lab populations of B. pfeifferi
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Figure 5 Number of shedders for Asao B. pfeifferi exposed to different numbers of Asao S. mansoni miracidia in 58 weeks follow-up.
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the combinations tested including one of the Oman
populations exhibited over 80% infection rates following
exposure to one miracidium per snail. These authors used
a more complex measure of local adaptation, taking into
account length of pre-patent period, rates of cercarial
production, snail mortality, and snail fecundity during the
pre-patent period.
The lack of obvious local adaptation in our study may
be for some of the same reasons invoked by the study in
Guadeloupe [14] which concluded that genetic drift,
extinction-recolonization processes, host and parasite
dispersal abilities and selection in different directions or
intensity all affect co-evolutionary dynamics. Both snail
habitats we sampled experience considerable seasonal
variation with respect to water volume, including with
occasional flooding. As B. pfeifferi is a strong preferential
self-fertilizer, it seems likely that populations that re-colonize
sections of habitats scoured of snails by flooding mayrepresent a different clonal population than pre-flood
populations. In other words, it is reasonable to expect
that snail populations vary considerably over time in our
study sites. With respect to S. mansoni, in both locations
studied, there have been some efforts directed towards
control using praziquantel, and although this control has
mostly targeted school children and has not had a major
effect on limiting transmission, it may well have an effect
on breaking up co-evolutionary associations with local
hosts. It is possible that the pool of available S. mansoni
genotypes will be altered by control programs. Movements
of infected people transporting S. mansoni into and out of
local snail populations can be a strong factor disrupting
local adaptation between parasite and snail [30,31]. It is
not likely human-facilitated movement of S. mansoni was a
significant factor in this study involving two small rural
villages separated by 300 km. There are no distinctive
economic or social ties of which we are aware that would
favor movement between the two villages.
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several studies have shown B. pfeifferi to be generally
susceptible to S. mansoni regardless of the geographic
origin of the latter [26]. For example, we recently noted
that B. pfeifferi removed from the field from Kenya for
only a couple of generations were readily infected with
the PR1 strain of S. mansoni (originating from Puerto
Rico) that has been maintained in the laboratory for at
least 50 years in rodents and B. glabrata. Our Kenyan
snails have never encountered a strain of S. mansoni
originating from the West Indies yet readily succumbed
to infection. Given this inherent susceptibility, it seems
any local adaptation that might occur, especially given the
difficulties of preserving the necessary co-evolutionary
associations, particularly when the snails involved also
have to cope with other parasite species including other
equally common trematode species, may not have much
explanatory power in terms of understanding schistosome
transmission dynamics.
Lastly, it is noteworthy that in the Asao-Asao combin-
ation of snails and schistosomes we studied, some of the
snails exposed to low doses (1 or 5) of miracidia continued
to shed cercariae for over a year (58 weeks). One study of
the survival of B. glabrata exposed to S. mansoni has
reported survival of infected snails for over a year [32], but
laboratory studies examining survival of B. pfeifferi report
maximum survival times of between 51 and 239 days
[18,20,22-26]. The lengthy survival time of over one year
is noteworthy because the snails were already young
adults when exposed to infection. Our use of outdoor
aquaria may have precluded us from tightly controlling
important variables like temperature, but we feel they have
also provided good conditions in which snails can thrive
once adjusted to them, giving us, in our opinion, a more
natural view of snail longevity. Estimates of adult life
expectancy for B. pfeifferi in the field are much shorter
than for laboratory-reared snails, with estimates typically
ranging from 2 to 7 weeks [7,33]. Although it is cer-
tainly true that many factors would conspire to limit
survivorship of snails in the field, it is possible that
our ability to measure this accurately may be limited.
The low survivorships rates may be based on mark-
recapture studies [34] which may return low rates of
marked snails from complex aquatic habitats. Also, in
some cases, we recover infected snails from the field
that are unusually large and/or covered with algae
and other periphyton that convey the impression of
considerable age. So, it does not seem inconceivable
to us that some infected snails may persist for many
months in natural habitats. As prolonged infection
and shedding is a potential measure of local adapta-
tion of parasite to host [18], it is perhaps not surpris-
ing that we reported it in one of our homologous
combinations.Conclusions
Although high miracidial doses ensure high infection
rates, such snails tend to die faster and if such infections
are achieved in nature, as they sometimes are [35], they
may not be the longest-term transmitters of infection.
Conversely, snails receiving lower miracidial dose infections
survive for longer periods, at least in experimental
infections, and could potentially transmit the parasite
longer. If some proportion of “super-survivor” snails occur
in the field, they could pose problems for schistosomiasis
control initiatives which rely mostly on mass drug admin-
istration, a strategy that leaves populations of snails and
the larval schistosomes they contain unmolested. Even if
drug treatment were timed more frequently than currently
practiced (say every 4 or 6 months) as a means to
minimize new snail infections more efficiently and lower
the eventual rate of reinfections in people, super-survivor
snails could potentially continue to persist through
multiple rounds of treatment and still be there to initiate
reinfections. As the proportion of super-surviving snails
would probably be low, this effect may prove to be
trivial, but along with contribution of schistosomes
eggs by reservoir hosts [36], may favor persistence of
schistosomes even in the face of more frequent treatments.
It is our view that prospective control programs should
incorporate a component to control snails and associated
production of cercariae to help sustain the gains made
through chemotherapy.
Additional files
Additional file 1: Table S1. Analysis of snail infection 5 weeks post
exposure to miracidia.
Additional file 2: Table S2. Analysis of snail mortality 5 weeks post
exposure.
Additional file 3: Table S3. Analysis of snail mortality 10 weeks post
exposure to miracidia.
Abbreviations
AOR: Adjusted odds ratio; CGHR: Center for global health research;
CI: Confidence interval; DBL: Danish Bilharziasis Laboratory; ERC: Ethical
Review Committee; HR: Hazards ratio; IRB: Institutional Review Board;
KEMRI: Kenya Medical Research Institute; Kg: Kilogram; Kms: Kilometes;
Mr: Miracidia; Mg: Milligram; OR: Odds ratio; PE: Post exposure;
UD: Undefined; UNM: University of New Mexico; WHO: World health
organization; μM: Micrometer.
Competing interests
The authors declare that they have no competing interests.
Authors’ contributions
MWM organized collection of study samples from field locations, examined
them, carried out the experiments described in this paper, participated in
data analysis and interpretation, drafted the manuscript, and revised the
draft paper. CKD participated in snails collection and day to day care of the
snails in the snails rearing facility, collection of data and exposure of snails to
miracidia. MM advised on statistical analysis of the data, participated in data
analysis and interpretation, and contributed in revising of the manuscript.
JMK, GMM and INM participated in recruitment of children into the study,
field collection of snails, screening them for natural parasite infections,
Mutuku et al. Parasites & Vectors 2014, 7:533 Page 12 of 13
http://www.parasitesandvectors.com/content/7/1/533helped in setting up the experiments including fecal sample collection from
infected children, isolation of schistosome eggs, exposure of snails to
miracidia, and examining the snails for schistosome infection after miracidial
exposure. SMZ, LEA and RM contributed in the study conception,
experimental design, and participated in field collection of samples used in
the experiments, data interpretation, and revision of the manuscript. ESL and
GMM conceived the study, designed the experiments, secured funding for
the study, supervised the research, participated in data analysis and
interpretation, participated in drafting the manuscript, and provided a critical
review of the content. All authors read and approved the final manuscript.
Authors’ information
MWM: MSc student in Medical Parasitology and Entomology at Jomo
Kenyatta University of Agriculture & Technology (JKUAT) & Research
Technologist at the Kenya Medical Research Institute (KEMRI). CKD: PhD
student at KEMRI & JKUAT; MM: MSc graduate, Biostatistician, Center for
Public Health Research, KEMRI. JMK: BSc graduate and Research Technologist
at KEMRI. INM: MSc student and Research Technologist at KEMRI. GMM: MSc
student and Research Technology at KEMRI. LEA: PhD graduate & Senior
Research Scientist at KEMRI and Faculty at Technical University of Kenya,
Nairobi. SMZ: Research Associate Professor, Department of Biology, University
of New Mexico, USA. RM: Professor of Zoology at JKUAT. ESL: Distinguished
Professor, Department of Biology, University of New Mexico, USA. GMM: PhD
graduate in Parasitology & Chief Research Scientist at KEMRI.
Acknowledgements
The authors would like to acknowledge Dr. John Vulule, Former Director,
Center for Global Health Research, Kenya Medical Research Institute (KEMRI)
for providing us with space to construct the snails rearing facility and
laboratory to carry out the study, and Dr. Phelgona Otieno, Centre for
Clinical Research, KEMRI for her assistance in clinical aspects of this study.
Also the authors acknowledge Sarah Buddenborg and Ben Hanelt, University
of New Mexico, for their help in setting up the experiments. This study was
supported by NIH grants AI101438 and P20RR18754 and a Gates Grand
Challenges Award. This paper is published with the approval of the
Director, KEMRI.
Author details
1Centre for Biotechnology Research and Development, Kenya Medical
Research Institute (KEMRI), P.O Box 54840–00200, Nairobi, Kenya. 2Centre for
Public Health Research, KEMRI, P.O Box 20752–00200, Nairobi, Kenya.
3Department of Zoology, Jomo Kenyatta University of Agriculture and
Technology, P.O Box 62000–00200, Nairobi, Kenya. 4Center for Evolutionary
and Theoretical Immunology, Department of Biology, and Parasitology
Division, Museum of Southwestern Biology, University of New Mexico,
Albuquerque 87131, U.S.A.
Received: 11 June 2014 Accepted: 11 November 2014
References
1. Hotez J, Fenwick A: Schistosomiasis in Africa: an emerging tragedy in our
new global health decade. PLoS Negl Trop Dis 2009, 3(9):485.
2. Crompton T: How much human helminthiases is there in the world?
J Parasitol 1999, 85(3):397–403.
3. Chitsulo L, Engels D, Montressor A, Savioli L: The global status of
schistosomiasis and its control. Acta Trop 2000, 77:41–51.
4. Brown DS: Freshwater Snails of Africa and Their Medical Importance. 2nd
edition. London: Taylor and Francis Limited; 2005.
5. Dejong RJ, Morgan JA, Wilson WD, Al-Jaser MH, Appleton CC, Coulibaly G,
D’Andrea PS, Doenhoff MJ, Haas W, Idris MA, Magalhães LA, Moné H,
Mouahid G, Mubila L, Pointier JP, Webster JP, Zanotti-Magalhães EM,
Paraense WL, Mkoji GM, Loker ES: Phylogeography of Biomphalaria
glabrata and B. pfeifferi, important intermediate hosts of Schistosoma
mansoni in the New and Old World tropics. Mol Ecol 2003,
12(11):3041–3056.
6. Loker ES: Gastropod immunobiology: invertebrate immunity. In Landes.
Edited by Soderhall K. New York: Landes Bioscience and Springer
Science + Business Media; 2010:17–43.
7. Anderson RM, May RM, Anderson B: Infectious Diseases of Humans: Dynamics
and Control. Oxford: Oxford University Press; 1991.8. French D, Churcher S, Gambhir M, Fenwick A, Webster P, Kabatereine B,
Basanez G: Observed reductions in Schistosoma mansoni transmission
from large-scale administration of praziquantel in Uganda: a mathematical
modelling study. PLoS Negl Trop Dis 2010, 4(11):897.
9. Loker ES, Hofkin BV, Mkoji GM, Mungai B, Kihara J, Koech DK: Distributions
of freshwater snails in southern Kenya with implications for the
biological control of schistosomiasis and other snail-mediated parasites.
J Med Appl Malacol 1993, 5:1–20.
10. Ebert D: Virulence and local adaptation of a horizontally transmitted
parasite. Science 1994, 265:1084–1086.
11. Thompson JN: The Coevolutionary Process. Chicago: University of Chicago
Press; 1994.
12. Morand S, Manning SD, Woolhouse ME: Parasite-host coevolution and
geographic patterns of parasite infectivity and host susceptibility.
Proc Biol Sci 1996, 263(1366):119–128.
13. Lively CM, Dybdahl MF: Parasite adaptation to locally common host
genotypes. Nature 2000, 405:679–681.
14. Prugnolle F, De Meeus T, Pointier JP, Durand P, Rognon A, The’ron A:
Geographical variations in infectivity and susceptibility in the host-parasite
system Schistosoma mansoni/Biomphalaria glabrata: no evidence for local
adaptation. Parasitology 2006, 133(3):313–319.
15. Agola LE, Steinauer ML, Mburu DN, Mungai BN, Mwangi IN, Magoma GN,
Loker ES, Mkoji GM: Genetic diversity and population structure of
Schistosoma mansoni within human infrapopulations in Mwea, central
Kenya assessed by microsatellite markers. Acta Trop 2009, 111:219.
16. Agola LE, Mburu DN, DeJong RJ, Mungai BN, Muluvi GM, Njagi ENM,
Loker ES, Mkoji GM: Microsatellite typing reveals strong genetic structure
of Schistosoma mansoni from localities in Kenya. Infect Genet Evol 2006,
6(6):484–490.
17. Charbonnel N, Rasatavonjizay R, Sellin E, Brémond P, Jarne P: The influence
of genetic factors and population dynamics on the mating system of the
hermaphroditic freshwater snail Biomphalaria pfeifferi. Oikos 2005 2005,
108(2):283–296.
18. Ibikounlé MG, Mouahid R, Nguéma M, Sakiti NG, Kindé-Gasard D,
Massougbodji A, Moné H: Life-history traits indicate local adaptation of
the schistosome parasite, Schistosoma mansoni, to its snail host,
Biomphalaria pfeifferi. Exp Parasitol 2012, 132:501–507.
19. DBL-WHO: A Field Guide to African Freshwater Snails. Danish Bilharziasis
Laboratory. Charlottenlund, Denmark: WHO collaborating Centre for
Applied Malacology; 1998.
20. Sturrock BM: The influence of infection with Schistosoma mansoni on the
growth rate and reproduction of Biomphalaria pfeifferi. Ann Trop Med
Parasitol 1966, 60(2):187–197.
21. Makanga B: The effect of varying the number of Schistosoma mansoni
miracidia on the reproduction and survival of Biomphalaria pfeifferi.
J Invertebr Pathol 1981, 37(1):7–10.
22. De Kock KN: The effect of exposure to selected numbers of Schistosoma
mansoni miracidia on survival of cohorts of Biomphalaria pfeifferi.
Ann Trop Med Parasitol 1992, 86(5):557–562.
23. Tchuenté LA, Southgate VR, Théron A, Jourdane J, Ly A, Gryseels B:
Compatibility of Schistosoma mansoni and Biomphalaria pfeifferi in
northern Senegal. Parasitology 1999, 118(6):595–603.
24. Southgate VR, Tchuenté LA, Théron A, Jourdane J, Ly A, Moncrieff CB,
Gryseels B: Compatibility of Schistosoma mansoni Cameroon and
Biomphalaria pfeifferi Senegal. Parasitology 2000, 121(5):501–505.
25. Meuleman EA: Host–parasite interrelationships between the freshwater
pulmonate Biomphalaria pfeifferi and the trematode Schistosoma
mansoni. Neth J Zool 1972, 22:355–427.
26. Frandsen F: Studies of the relationship between Schistosoma and their
intermediate hosts. III. The genus Biomphalaria and Schistosoma mansoni
from Egypt, Kenya, Sudan, Uganda, West Indies (St. Lucia) and Zaire
(two different strains: Katanga and Kinshasa). J Helminthol 1979,
53(4):321–348.
27. Sorensen E, Rodrigues B, Oliveira G, Romanha J, Minchella J: Genetic
filtering and optimal sampling of Schistosoma mansoni populations.
Parasitology 2006, 133(4):443–451.
28. Jones-Nelson O, Thiele A, Minchella J: Transmission dynamics of two
strains of Schistosoma mansoni utilizing novel intermediate and
definitive hosts. Parasitol Res 2011, 109:675–687.
29. Campbell G, Noble LR, Rollinson D, Southgate VR, Webster JP, Jones CS:
Low genetic diversity in a snail intermediate host (Biomphalaria pfeifferi
Mutuku et al. Parasites & Vectors 2014, 7:533 Page 13 of 13
http://www.parasitesandvectors.com/content/7/1/533Krass, 1848) and schistosomiasis transmission in the Senegal River Basin.
Mol Ecol 2010, 19(2):241–256.
30. Thiele EA, Corrêa-Oliveira G, Gazzinelli A, Minchella DJ: Elucidating the
temporal and spatial dynamics of Biomphalaria glabrata genetic
diversity in three Brazilian villages. Trop Med Int Health 2013,
18(10):1164–1173.
31. Prugnolle F, Théron A, Pointier JP, Jabbour-Zahab R, Jarne P, Durand P,
de Meeûs T: Dispersal in a parasitic worm and its two hosts: consequence
for local adaptation. Evolution 2005, 59(2):296–303.
32. Stirewalt MA: Effect of snail maintenance temperatures on development
of Schistosoma mansoni. Exp Parasitol 1954, 3(6):504–516.
33. Woolhouse MEJ: Population Biology of the fresh-water snail Biomphalaria
pfeifferi in the Zimbabwe highveld. J Appl Ecol 1992, 29(3):687–694.
34. Parmakelis A, Mylonas M: Dispersal and population structure of two
sympatric species of the mediterranean land snail genus Mastus
(Gastropoda, Pulmonata, Enidae). Biol J Linnean Soc 2004, 83(1):131–144.
35. Steinauer ML, Mwangi IN, Maina GM, Kinuthia JM, Mutuku MW, Agola EL,
Mungai B, Mkoji GM, Loker ES: Interactions between natural populations
of human and rodent schistosomes in the Lake Victoria Region of Kenya:
a molecular epidemiological approach. PLoS Negl Trop Dis 2008, 2(4):222.
36. Hanelt B, Mwangi IN, Kinuthia JM, Maina GM, Agola LE, Mutuku MW,
Steinauer ML, Agwanda BR, Kigo L, Mungai BN, Loker ES, Mkoji GM:
Schistosomes of small mammals from the Lake Victoria Basin, Kenya:
new species, familiar species, and implications for schistosomiasis
control. Parasitology 2010, 137(7):1109–1118.
doi:10.1186/s13071-014-0533-3
Cite this article as: Mutuku et al.: Field-derived Schistosoma mansoni and
Biomphalaria pfeifferi in Kenya: a compatible association characterized
by lack of strong local adaptation, and presence of some snails able to
persistently produce cercariae for over a year. Parasites & Vectors
2014 7:533.Submit your next manuscript to BioMed Central
and take full advantage of: 
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at 
www.biomedcentral.com/submit
